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Box No. I Basis of the opinion _ . 

1. With regard to the language, this opinion has been established on the basis of: 
El the international application in the language in which it was filed 

□ a translation of the international application into , which is the language of a translation furnished for the 
purposes of international search (Rules 12.3(a) and 23.1 (b)). 

2. With regard to any nucleotide and/or amino acid sequence disclosed in the international application and 
necessary to the claimed invention, this opinion has been established on the basis of: 

a. type of material: 

□ a sequence listing 

□ table(s) related to the sequence listing 

b. format of material: 

□ on paper 

□ in electronic form 

c. time of filingyfurnishing: 

□ contained in the international application as filed. 

□ filed together with the international application in electronic form. 

□ furnished subsequently to this Authority for the purposes of search. 

3 □ In addition, in the case that more than one version or copy of a sequence listing andtor table relating thereto 
has been filed or furnished, the required statements that the information in the subsequent or additional 
copies is identical to that in the application as filed or does not go beyond the application as filed, as 
appropriate, were furnished. 

4. Additional comments: 
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Box No. V Reasoned statement under Rule 43£>/s.1(a)(i) with regard to novelty, inventive step or 
industrial applicability; citations and explanations supporting such statement 

1. Statement 



Novelty (N) 


Yes: 


Claims 






No: 


Claims 


1-8 


Inventive step (IS) 


Yes: 


Claims 






No: 


Claims 


1-8 


Industrial applicability (lA) 


Yes: 


Claims 


1-8 




No: 


Claims 





2. Citations and explanations 
see separate sheet 
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The following documents (D) are referred to in this opinion; the numbering will be adhered 
to the rest of the procedure: 

D1: US2003/0211548 
D2: WO2005/049800 

D3: APOPTOSIS 2003, VOL 8, PAGES 563-571 

1 . The subject matter of claims 1-8 is anticipated by D1 to D3 and is therefore not novel 
(Article 33(2) PCT). 

D1 (abstract; example 5) describes a non-radioactive assay to monitor target-cell 
killing activities mediated by CTL, since the apoptosis pathway activation and 
caspase activity are a measure of such activity. The cytotoxicity is measured by the 
cleavage of a cell permeable caspase substrate ("detecting reagent" according to 
claim 1) using flow cytometry, after incubation of the fluorescently labelled cells 
("target cells" according to claim 1) with the cytotoxic effector cells. 

D3 (abstract; page 567, right column, third paragraph) describes a flow-cyto metric 
based assay for CTL-mediated cytotoxicity based on the binding of antibody to 
activated caspase-3 in target cells. This assay is more sensitive than the Cr-release 
assay. The target cells are stained with red fluorescent dye PKH-26. After co- 
incubation with CTL, the mixture is fixed with paraformaldehyde ("fixing and 
permeabilizing" according to claim 1 ), permeabilized and stained with a FITC- 
conjugated anti-caspase 3 antibody ("detecting reagent" according to claim 1). The 
cells are analysed by two colour flow cytometry. 
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